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Name of Construct 
Start Date: 
Lab Book*: 



AG-5, Page 27 

Bill Wu & Cor Tumnir 



P Trc65/LF(4N+lC) 



Primary Researcher: 



Description: 

4 repeats of P1A epitope (4 x LPYLGWLVF) was fused to the N-terminus of BCG 
Hsp65 gene in pTrc65/LF. The resulting plasmid expresses Hsp65 fused at its N- 
terminus with 4 repeats of PI A and at its C-terminus with 1 repeat of PI A 



Cloning Procedure: 

Two oligos coding for 5 repeats of PI A and a thrombin cleavage site were 
systhesized. Sense strand : cat ggc tct gcc gta tct ggg ctg get ggt gtt cct gec gta tct 
ggg ctg get ggt gtt cct gcc gta tct ggg ctg get ggt gtt cct gcc gta tct ggg ctg get ggt 
gtt cct ggt tec gcg tgg ate. Antisense strand : cat gga tec acg egg aac cag gaa cac 
cag cca gcc cag ata egg cag gaa cac cag cca gcc cag ata egg cag gaa cac cag cca gcc 
cag ata egg cag gaa cac cag cca gcc cag ata egg cag age. 

These two oligos which contain Ncol overhang on both ends were 
annealled and re-amplified with W066 (eta agt gcc atg get ctg ccg tat ctg ggc) and 
W067 (agt eta age cat gga tec age egg aac cag). The PCR product was digested 
with Ncol, purified and ligated to pTrc65/LF DNA which had been previously 
digested with Nco I. The ligation mixture was transformed into DH5a and 
putative clones containing P1A N-terminal insert in the right orientation was 
selected by miniprep screening . The PCR product that was successfully 
-amplified and inserted contained 4 repeats of PI A instead of 5 repeats. Maxiprep 
DNA was prepared and confirmed by diagnostic restriction digestion. Plasmid 
DNA was transformed into appropriate E. coli strain for expression analysis. The 
location of the fusion gene within the construct is illustrated on the following 
plasmid map. 
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